wild-type (WT)-CFTR forms a macromolecular complex with NHERF2 and LPA2 at the apical plasma membrane of intestinal epithelial cells and airway epithelial cells [10] .
Lysophosphatidic acid (LPA), which is a bioactive phospholipid with diverse effects on various cells. b  a  r  r  i  e  r  f  u  n  c  t  i  o  n  i  n  i  n  f  l  a  m  m  a  t  o  r  y  b  o  w  e  l  d  i  s  e  a  s  e  s  i  s  r  a  p  i  d  l  y  e  n  h  a  n  c  i  n  g  o  u  r  u  n  d  e  r  s  t  a  n  d  i  n  g  o  f  c  r  i  t  i  c  a  l  m  e  c  h  a  n  i  s  m  s  i  n  d  i  s  e  a  s  e  p  a  t  h  o  g  e  n  e  s  i  s  a  s  w  e  l  l  a  s  n  o  v  e  l  t  h  e  r  a  p  e  u  t  i  c  o  p  p  o  r  t  u  n  i  t  i  e  s  .  T  h  e  d  i  s  r  u  p  t  i  o  n  o  f  i  n  t  e  g  r  i  t  y  o  f  t  h  e  e  p  i  t  h  e  l  i  a  l  b  a  r  r  i  e  r  m  a  y  i  n  t  r  i  g  u  e  t  h  e  o  n  s  e  t  o  f  i  n  f  l  a  m  m  a  t  o  r  y  b  o  w  e  l  d  i  s  e  a  s  e  s  [  1  5  ]  .  T  h  e  l  e  a  k  y  i  n  t  e  s  t  i  n  a  l  e  p  i  t  h  e  l  i  a  l  b  a  r  r  i  e  r  i  s  m  a  i  n  l  y  a  t  t  r  i  b  u  t  e  d  t  o  d  e  f  e  c  t  s  o  f  t  h  e  T  J  s  a  n  d  I  E  C  l  o  s  s  [  1  4  ]  ;  t  h  e  d  e  f  i  c  i  e  n  t  T  J  s  a  r  e  t  h  e  p  r  i  m  a  r  y  c  a  u  s  e  f  o  r  t  h  e  c  o  m  p  r  o  m  i  s  e  d  i  n  t  e  s  t  i  n  a  l  e  p  i  t  h  e  l  i  a  l  b  a  r  r  i  e  r  [  3  ] . Barrier defects contribute to diarrhea by a leak flux mechanism (e.g., in IBD) and can cause mucosal inflammation by luminal antigen uptake, and the barrier dysfunction happens early in ulcerative colitis. Abnormalities in epithelial tight junction is a major defect of barrier function. showing that NHERF2 and LPA2 could be co-immunoprecipitated with CFTR in mICc12 cells. Mouse IgG was used as a negative control of CFTR antibody for co-IP experiments. IP: immunoprecipitation. IB: immunoblotting. (B) NHERF2 and LPA2 are co-localized with CFTR in mICc12 cells. The cells were permeabilized and stained with mouse α -CFTR and rabbit α -NHERF2 (or rabbit α -LPA2) antibodies, followed by incubation of fluorescence-labelled secondary antibodies and subjected to confocal microscopy. Mouse IgG and rabbit IgG were used as negative antibody controls. The nuclei were stained with DAPI. (C) Duolink proximity ligation assay to detect protein interactions of CFTR and NHERF2, CFTR and LPA2 in mouse intestinal cell line m-ICCl12. Duolink® proximity ligation assay (PLA) showed the interactions between CFTR and NHERF2, and CFTR and LPA2 in mICc12 cells. The cells were treated with mouse α -CFTR and rabbit α -NHERF2 (or rabbit α -LPA2), followed by incubation with anti-mouse-minus probe and anti-rabbit-plus probe and followed the manufacturer's instructions. Each red spot represents an interaction between the binding partners. The nuclei were stained with DAPI. The corresponding IgGs were used as negative controls. (D) PLA data quantification using ImageJ software. (E) Normalized mRNA expression of LPA receptors in m-ICC12 cells. Q-PCR were used to detect the gene expression level of LPA receptors (LPA1-LPA5). The results show that LPA2 and LPA3 were highly expressed in m-ICC12 cell line. The relative mRNA levels were normalized with GAPDH. Results were reported as means ± SD (error bars) 
